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Table S1. Primer sequences for analysis of human GAS2 (related to Fig. 7 and Fig. S7) 
  

    

Fragment Primer name in Fig. 7 and 
Fig. S7 Oligonucleotides RT-PCR size 

wildtype (bp) 
RT-PCR size 
mutant (bp) 

Primers for amplification and sequence analysis of genomic DNA 

GAS2 exon 6 
NA Forward: GATGTCTTTGGGGCCTGAAC 

- - 
NA Reverse: GATCTCCATGGTGTCTTTGGTG 

      

Primers for RT-PCR and sequence analysis of GAS2 transcript 

GAS2 exon 5 - exon 7 
Ex5 F Forward: TTCTGCCCCTTCTCCTTCAC 

294 - 
Ex7a R Reverse: ACACGGGAGATCTGCAGC 

GAS2 exon 6 - exon 7 
Ex6 F Forward: GTTCTGTGTGGAGCGGCTC 

171 - 
Ex7a R Reverse: ACACGGGAGATCTGCAGC 

GAS2 exon 5 - exon 6 extension 
c.723+242 

Ex5 F Forward: TTCTGCCCCTTCTCCTTCAC 
- 450 

Ex6Ext(242b) R Reverse: TCACAAGTGGAAAGCCTTCTTC 

GAS2 exon 6 - exon 6 extension 
c.723+242 

Ex 6 F Forward: GTTCTGTGTGGAGCGGCTC 
- 327 

Ex6Ext(242b) R Reverse: TCACAAGTGGAAAGCCTTCTTC 

GAS2 exon 6 extension c.723+241 - 
exon 7 

Ex6Ext(241b) F Forward: TGAAGAAGGCTTTCCACTTGTG 
- - 

Ex7a R Reverse: ACACGGGAGATCTGCAGC 

GAS2 exon 6 extension c.724-224 - 
exon 7 

Exon6Ext(-224b) F Forward: ACAGCAAAGCTGGGTTCTGG 
- 331 

Ex7a R Reverse: ACACGGGAGATCTGCAGC 

GAS2 exon 7 – exon 7 
Ex7 F Forward: TGCTGCACAACAAACATGTC 

216 - 
Ex7b R Reverse: GGCAGAGACCACCAAGTAG 

GAPDH exon 7 - 8 (NM_002046.5) 
NA Forward: CTGCACCACCAACTGCTTAG 

219 - 
NA Reverse: AGCTCAGGGATGACCTTGC 

 
 
   

 
 
    



  
Primers for qPCR of GAS2 cDNA 

GAS2 exon 3 - 4 
NA Forward: ATCCTGGTGCCGAGATTTAGG 

- - 
NA Reverse: CACACTTCTCTGGGTTGCTTG 

GAS2 exon 6 - exon 6Ext 
NA Forward: GTGGGAGAAAAGATCCTCTTC 

- - 
NA Reverse: GAAGTTCCTGCTCTTATCTGTC 

GUSB exon 2 - 3 (NM_000181.4) 
NA Forward: AGAGTGGTGCTGAGGATTGG 

- - 
NA Reverse: CCCTCATGCTCTAGCGTGTC 

 

GAS2 reference sequence: NM_005256.3. (RT-)PCR was performed with annealing temperatures decreasing from 62.5 to 57.5 °C 
for 30 cycles. qPCR was performed with an anealing temperature of 60.0 °C.   



Table S2. Individual results of newborn hearing screening, otoscopic examination, otoacoustic emissions and audiometry 
(related to Fig. 7). 

Family Subject Newborn 
screening 

Age of HL 
first 

detected (y) 

Otoscopic 
examination Otoacousic emissions   PTA SRT Maximum 

SRS (%) 

          TEOA DPOAE I/O 
Age at 

hearing 
test (y) 

R L R L R L 

W19-1278 IV.2 NA NA NT present present present 38 8 5 NT NT NT NT 
 V.2 NT 1 N absent absent absent  15 58 60 50 42 94 97 
 V.3 NA NA NT present present present 14 5 5 NT NT NT NT 
 V.4 NA NA NT present present present 12 2 0 NT NT NT NT 
 V.5 P 1 N absent absent absent  7 58 58 47 NT 93 98 
 V.6 F 0 N absent absent absent 5 60 62 45 50 95 95 
  V.7 F 0 N present absent absent  3 52 55 NT NT NT NT 

 

Age of onset (AoO), age of onset in years as reported by the subjects. Age at hearing test, the age at which the audiometric data 

of column 9 to 14 were obtained, in general the last audiogram. If no speech audiometry was performed during the latest pure 

tone audiometry, the latest audiogram in which both were measured, was selected. TEOAE, transient evoked otoacousic emissions; 

DPOAE, distortion product otoacoustic emissions; I/O, DPOAE input/output functions; y, years; PTA, pure tone average, mean of 

0.5, 1 and 2 kHz air conduction thresholds; SRT, speech reception threshold; SRS, speech recognition score in %; R, right; L, left; 

NA, not applicable; NT, not tested; N, normal; P, pass; F, fail.  

  



Table S3.  Primer sets for genotyping mouse Gas2 alleles (relates to Fig. S2) 

Fragment 
Primer name in 

Supplementary Figure 2 
Oligonucleotides 

PCR size 
wildtype (bp) 

PCR size 
mutant (bp) 

Primers for amplification and sequence analysis of genomic DNA 

5’ arm 
NA Forward: GAAGTTCCTATTCCGAAGTTCCT 

7076 - 
NA Reverse: CTGCCTGTGTTGAATGTTCTCAT 

3’ arm 
NA Forward: CCTGCTTGCCGAATATCATGG 

6493 - 
NA Reverse: ACTTCTGTGGAGTCTCAGCTC 

Tm1a/Loxp 
NA Forward: TTGGATCATATGGAGAGAGCCAT 

223 257 
NA Reverse: GGGCATATCACAGGCCCATA 

Tm1c 
NA Forward: GGCGCATAACGATACCACGA 

- 208 
NA Reverse: TATAAGCCGCCTACTGCGAC 

Gas2-LacZ 
NA Forward: AGAACAAGCAACATGCGCTC 

- 611 
NA Reverse: GACCTTGGGACCACCTCATC 

Gas2-Neo 
NA Forward: CTCCCCCTGAACCTGAAACATA 

- 360 
NA Reverse: TTATATAAGCCGCCTACTGCGA 

cGas2-Cre 
NA Forward: GCGGCATGGTGCAAGTTGAAT 

- 232 
NA Reverse: CGTTCACCGGCATCAACGTTT 
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